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(A) A recombineering strategy was used to create the ΔipdE1 and ΔipdE2 deletion mutants. Homology arms were designed to replace each gene with a hygromycin resistance cassette. (B) Gene-specific primers (Table S1 ) were used to interrogate the deletion of ACAD genes in M. smegmatis. Expected size of PCR products are 2.0-2.5 kB for WT strains, and ~3.0-3.5 kB for mutant stains in which the ipdE has been replace by the hygromycin resistance cassette. Construction and confirmation of the ΔipdE4 and ΔechA20 mutants were described in Crowe et al, 2017. 7 Figure S3 . Accumulation of cholesterol-derived metabolites in ipdE M. smegmatis mutants. GC-MS scanning ion traces of culture supernatants of ΔipdE1, ΔipdE2, ΔipdE4 biomass incubated with cholesterol. The TMS-5-OH-HIP (black) was detected as its molecular ion at 384 m/z, while HIL (red) was detected at 222 m/z. A mass range of -0.3 and +0.7 m/z was used to detect the target ions. Cholesterol-derived metabolites were extracted from the acidified supernatant of cholesterol-incubated ΔipdE1, ΔipdE2, or ΔipdE4 M. smegmatis biomass using ethyl acetate. Extracts were dried, derivatized with TMS, and analyzed by GC/MS as described. 
